Treated cells and controls, in 96-well plates, 6 wells per treatment, were washed with HBSS and lysed in 10 μL RIPA Buffer (Santa Cruz Biotech) per well overnight at 0°C. The lysates were pooled and protein content in the samples was determined with Pierce BCA Protein Assay kit. DNA in the samples was sheared by passing the samples through a SGE glass syringe needle. Proteins in the lysates were then denatured in presence of a 6xSDS loading buffer (6 μL per 25 μg total protein per sample) for 10 min at 98°C. Samples were loaded onto a 4-20% polyacrylamide SDS Mini-Protean gel, then run at constant voltage of 100 V and Tris/Glycine/SDS running buffer. Each lane contained 19 μg total protein. After the transfer to an Immuno-Blot membrane following a standard protocol (Bio-Rad Mini Trans-Blot Electrophoretic Transfer Cell), the membranes were incubated with primary antibodies for β-actin and LC3β (Santa Cruz Biotech), followed by secondary goat anti-mouse IgG-HRP and detection with the Western Blotting Luminol Reagent according to the company instructions. The luminescence image was obtained with the Odyssey Fc Imager.
Time ± SD ND* 9 ± 1 8 ± 0* 8 ± 0 7.3 ± 0.6 7.6 ± 0.6 *at 12 h *pictured Figure S4 . Average exposure time (hours) of initial visual detection of vacuoles in pyocyanin-treated NRK-52E cells and an example of an early appearance of the paraptotic cells at 8 h and 87.5 μM PCN. Table S1 . Tetra-, hexa-or octamer transcription response element sequences for the construction of pTRnnF vectors. Table S2 . Relative metabolic activity of NRK-52E cells treated with pyocyanin and pathway inhibitors/ activators. The cells were treated with the inhibitors/activators for 1 hour, then PCN was added at the indicated concentrations. In 16 hours, the cells were examined microscopically. The stress score (S) and the vacuolation score (V) were assigned. The experimental media then were replaced with the complete DMEM/F12 media, and the cells were let to recover for 8 hours. The cellular metabolic activity was determined fluorimetrically by the resazurin assay. The S and V scores are shown in Figure 4 heat maps, while their integrated values Σ(S) and Σ(V) are included in the last two columns here. Highlighted are the agents that protected the cells from pyocyanin-induced stress (have the lowest Σ(S) and Σ(V) values). 
